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	Double-blind peer review submissions: write DBPR and your manuscript number here instead of author names.: Dr. Rakesh K. JainDr. Hye-Jung KIm
	YYYY-MM-DD: 24/3/21
	na: 
	y: 
	Provide a description of all commercial, open source and custom code used to collect the data in this study, specifying the version used OR state that no software was used.: Glomax software (v.2) for Luciferase activity reading; BD FACSdiva (v.8) software for flow cytometry data collection; iMark microplate absorbance reader for MTT assay (v.6); Zeiss Axio scan.z1 for the slide scanner; Olympus software for confocal imaging,Fluoview (fv1000)
	Provide a description of all commercial, open source and custom code used to analyse the data in this study, specifying the version used OR state that no software was used.: Adobe Illustrator (v.CS6) to assemble figures; Graphpad Prism V6.0, 7.0 and 8.0 to perform statistical analyses; FlowJo software (v. 10.4) to do flow cytometry analyses. Multiplot suite and Morpheus (https://software.broadinstitute.org/morpheus/) was used forRNA seq analysis.
	Note the sampling procedure. Describe the statistical methods that were used to predetermine sample size OR if no sample-size calculation was performed, describe how sample sizes were chosen and provide a rationale for why these sample sizes are sufficient.: Sample size were indicated in each figure, and is chosen based on prior experience with the same experimental design as described an referenced in previous manuscripts of our laboratory. For key experiments, several test runs were performed to determine the optimal size used.The number of mice required to demonstrate statistical significance in each group was estimated based on findings from previous experiments (references #62 and 63). No statistical method was used to predetermine sample size. 
	life: 
	behavioural: 
	eee: 
	If no data were excluded from the analyses, state so OR if data were excluded, describe the exclusions and the rationale behind them, indicating whether exclusion criteria were pre-established.: All relevant data shown. If animal died due to technical failure during surgery, that animal was excluded from the study.
	Describe the measures taken to verify the reproducibility of the experimental findings. If all attempts at replication were successful, confirm this OR if there are any findings that were not replicated or cannot be reproduced, note this and describe why.: All experiments of this study have been reproduced using the same experiment set-up with similar results. The number of the independent replications is stated in the Figure Legends. For all shown data, successful replications are available.
	Describe how samples/organisms/participants were allocated into groups. If allocation was not random, describe how covariates were controlled. If this is not relevant to your study, explain why.: Tumor-bearing mice were randomly allocated to control or treatment group.
	Describe the extent of blinding used during data acquisition and analysis. If blinding was not possible, describe why OR explain why blinding was not relevant to your study.: For tumor growth assessments and survivals, the investigator was aware of host genotype and treatment groups. Experimenters were not blinded during data collection. It was important to be aware of the mice health that can be caused by therapy to discontinue a treatment if necessary. In addition, survival data in figures  1a (GL261-MGH and CT2A) and 3 I (GL261-MGH) and  (CT2A), were repeated by another group member to ensure the reproducibly.For in vitro experiments a single blinded method was used, and thus within a team of two researchers, one researcher was blinded to the group assignments
	Briefly describe the study type including whether data are quantitative, qualitative, or mixed-methods (e.g. qualitative cross-sectional, quantitative experimental, mixed-methods case study). : 
	State the research sample (e.g. Harvard university undergraduates, villagers in rural India) and provide relevant demographic information (e.g. age, sex) and indicate whether the sample is representative. Provide a rationale for the study sample chosen. For studies involving existing datasets, please describe the dataset and source.: 
	Describe the sampling procedure (e.g. random, snowball, stratified, convenience). Describe the statistical methods that were used to predetermine sample size OR if no sample-size calculation was performed, describe how sample sizes were chosen and provide a rationale for why these sample sizes are sufficient. For qualitative data, please indicate whether data saturation was considered, and what criteria were used to decide that no further sampling was needed.: 
	Provide details about the data collection procedure, including the instruments or devices used to record the data (e.g. pen and paper, computer, eye tracker, video or audio equipment) whether anyone was present besides the participant(s) and the researcher, and whether the researcher was blind to experimental condition and/or the study hypothesis during data collection.: 
	Indicate the start and stop dates of data collection, noting the frequency and periodicity of sampling and providing a rationale for these choices. If there is a gap between collection periods, state the dates for each sample cohort. Specify the spatial scale from which the data are taken: 
	State how many participants dropped out/declined participation and the reason(s) given OR provide response rate OR state that no participants dropped out/declined participation.: 
	If participants were not allocated into experimental groups, state so OR describe how participants were allocated to groups, and if allocation was not random, describe how covariates were controlled.: 
	Briefly describe the study. For quantitative data include treatment factors and interactions, design structure (e.g. factorial, nested, hierarchical), nature and number of experimental units and replicates.: 
	Describe the research sample (e.g. a group of tagged Passer domesticus, all Stenocereus thurberi within Organ Pipe Cactus National Monument), and provide a rationale for the sample choice. When relevant, describe the organism taxa, source, sex, age range and any manipulations. State what population the sample is meant to represent when applicable. For studies involving existing datasets, describe the data and its source.: 
	Describe the data collection procedure, including who recorded the data and how.: 2
	Describe the measures taken to verify the reproducibility of experimental findings. For each experiment, note whether any attempts to repeat the experiment failed OR state that all attempts to repeat the experiment were successful.: 
	Describe the study conditions for field work, providing relevant parameters (e.g. temperature, rainfall).: 
	State the location of the sampling or experiment, providing relevant parameters (e.g. latitude and longitude, elevation, water depth).: 
	Describe the efforts you have made to access habitats and to collect and import/export your samples in a responsible manner and in compliance with local, national and international laws, noting any permits that were obtained (give the name of the issuing authority, the date of issue, and any identifying information).: 
	Describe any disturbance caused by the study and how it was minimized.: 
	Describe all antibodies used in the study; as applicable, provide supplier name, catalog number, clone name, and lot number.:  For ease of identification, full detail of antibodies and materials are shown under the registry of publicly available data base (antibodyregistry.org) that provides a comprehensive list of suppliers, and appropriate references for usage. These information is summarized under Identifier in the listed table. Additional column in Supplemental table one is added for antibody concentration.Here, all antibodies are used at a concentration of 1/200, unless specified otherwise.αMHC Class I (H-2Kb) 28-8-6; AB_313598αMHC Class II M5/114.15.2; AB_313328CD4 BD Pharminogen RM4-5; RRID: AB_1937327,(con:1/100)CD4 BDHorizon GK1.5; RRID:AB_395010CD8 Biolegend 53-6.7; RRID: AB_2563056CD11b eBioscience M1/70; RRID:AB_468883CD11c Biolegend N418; RRID:AB_313770CD11c BD Biosciences HL3; RRID:AB_395058CD206 Biolegend C068C2; RRID: AB_2562232CD31 BDHorizon 30-F11; RRID:AB_10697046CD39 Biolegend Duha59; RRID:AB_2563394CD45 Biolegend 30-F11; RRID:AB_10898325CD49b Biolegend HMa2; AB_1595599CD62L eBioscience MEL-14; AB_469632CD69 Biolegend H1.2F3; RRID:AB_10683447CD73 Biolegend TY/11.8; RRID AB_2154094CD127 BD Pharminogen SB/199; RRID: AB_469649CD127 eBioscience A7R34; AB_469435CTLA4 eBioscience UC10-4B9; RRID:AB_467510 (con :1/100)CXCR4 Biolegend L276F12; RRID: AB_2562782F4/80 Biolegend BM8; RRID: AB_893486FoxP3 Biolegend 150D; RRID: AB_439747 (con :1/100)FoxP3 Biolegend FJK-16s; RRID: AB_1518812(con:1/100)FR4 eBioscience eBio12A5; RRID: AB_842799GITR BD Horizon DTA-1GITR Biolegend YGITR765; RRID: AB_528907GR1 eBioscience RB6-8C5GR1 BD Horizon RB6-8C5GzmB eBioscience GB11; AB_2114575Helios Biolegend 22F6; RRID: AB_10662900(con 1/50_IL-10 Biolegend JEs5-16E3; RRID: AB_11150582 (con:1/100)IL-2 Biolegend JES6-5H4; RRID: AB_2650897 (con: 1/100)INFg Biolegend XMG1.2; RRID: AB_493312KLRG1 BD Horizon 2F1Lag3 Biolegend C9B7W; RRID: AB_2561516Ly6C Biolegend HK1.4; RRID: AB_1732082Ly6G Biolegend 1A8; RRID: AB_2561339NK1.1 Biolegend PK136; RRID: AB_389363OX-40 Biolegend OX-86; RRID: AB_10962569PD1 Biolegend 29F.1A12; RRID: AB_2159184PD1 Biolegend 29F.1A12; RRID: AB_2563680TCRb Biolegend H57-597; RRID: AB_2562350TIGIT Biolegend 1G9; RRID: AB_10962572Tim3 eBioscience 8B.2C12; AB_2573233TGFβ Biolegend TW7-16B4; AB_2561580TNFa Biolegend MP6-XT22; AB_2565953* Detail of commercial assays and kits are included in the main manuscript text in the method section.
	Describe the validation of each primary antibody for the species and application, noting any validation statements on the manufacturer’s website, relevant citations, antibody profiles in online databases, or data provided in the manuscript.: All antibodies have been validated by vendor (CST) and our own data provides positive and negative controls.In supplemental information antibody registery number refers to all references that has used these antibodies and how the manufacturer validated the antibodies.
	State the source of each cell line used.: GL261-GFP-GLUC, CT2A-GFP-GLUC, Myc-MB-GLUC, 4T1, and ERB MGH are from MGH, Parental Myc-MB is a gift from Dr. Martine F. Roussel at St. Jude Children's Research Hospital.4T1 was obtained from ATCC (CRL-2539™)
	Describe the authentication procedures for each cell line used OR declare that none of the cell lines used were authenticated.: Cell lines were authenticated by submitting samples to Idexx Radil (4011 Discovery Drive, Columbia Mo. 65201). Idexx performed the CellCheck 16 Test which is a genetic 16-Marker STR profile and inter-species contamination test.
	Confirm that all cell lines tested negative for mycoplasma contamination OR describe the results of the testing for mycoplasma contamination OR declare that the cell lines were not tested for mycoplasma contamination.: All cell lines were tested negative for mycoplasma contamination.
	Name any commonly misidentified cell lines used in the study and provide a rationale for their use.: No commonly misidentified cell lines were used in this work.
	Provide provenance information for specimens and describe permits that were obtained for the work (including the name of the issuing authority, the date of issue, and any identifying information).: 
	deposition: 0
	If new dates are provided, describe how they were obtained (e.g. collection, storage, sample pretreatment and measurement), where they were obtained (i.e. lab name), the calibration program and the protocol for quality assurance OR state that no new dates are provided.: 
	datescheck: 0
	Identify the organization(s) that approved the study protocol.: Animal protocols were approved by the Institutional Animal Care and Use Committees (IACUC) at MGH.
	For laboratory animals, report species, strain, sex and age OR state that the study did not involve laboratory animals.: C57BL/6, FoxP3DTR, and Rag1-/- mice were obtained from the Cox-7 gnotobiotic animal facility operated by the Edwin L. Steele Laboratories, Department of Radiation Oncology at the MGH.All animal experiments were performed in the Cox-7 animal facility, accredited by the Association for Assessment and Accreditation of Laboratory Animal Care International (AAALAC). This study utilized both male and female mice (8-12 weeks old at tumor implantation). During the experimental period, all mice were housed in microisolator cages, and maintained in our Cox-7 defined-flora animal facility. All the animal rooms inside the facility were kept at the temperatures about 64-79 oF and the range of relative 30-70% humidity, with a 12-hour light/dark cycles.
	Provide details on animals observed in or captured in the field; report species, sex and age where possible. Describe how animals were caught and transported and what happened to captive animals after the study (if killed, explain why and describe method; if released, say where and when) OR state that the study did not involve wild animals.: No wild animals were employed in the study.
	For laboratory work with field-collected samples, describe all relevant parameters such as housing, maintenance, temperature, photoperiod and end-of-experiment protocol OR state that the study did not involve samples collected from the field.: No field-collected samples were used in this study.
	Describe the covariate-relevant population characteristics of the human research participants (e.g. age, gender, genotypic information, past and current diagnosis and treatment categories). If you filled out the behavioural & social sciences study design questions and have nothing to add here, write "See above.": 
	Describe how participants were recruited. Outline any potential self-selection bias or other biases that may be present and how these are likely to impact results.: 
	Provide the trial registration number from ClinicalTrials.gov or an equivalent agency.: 
	Note where the full trial protocol can be accessed OR if not available, explain why.: 
	Describe the settings and locales of data collection, noting the time periods of recruitment and data collection.: 
	Describe how you pre-defined primary and secondary outcome measures and how you assessed these measures.: 
	Describe any other significant impacts.: 
	calculatehazards: 
	Please describe the agents/technologies/information that may pose a threat, including any agents subject to oversight for dual use research of concern.: 
	Describe any other potentially harmful combination(s) of experiments and agents.: 
	calculateexperiments: 
	calculatehazardsexperiments: 
	Describe the precautions that were taken during the design and conduct of this research, or will be required in the communication and application of the research, to minimise biosecurity risks. These may include bio-containment facilities, changes to the study design/methodology or redaction of details from the manuscript.: 
	Describe any evaluations and oversight of biosecurity risks of this work that you have received from people or organizations outside of your immediate team.: 
	Describe the benefits that application or use of this work could bring, including benefits that may mitigate risks to public health, national security, or the health of crops, livestock or the environment.: 
	Describe whether the benefits of communicating this information outweigh the risks, and if so, how.: 
	graphfiles: 0
	For "Initial submission" or "Revised version" documents, provide reviewer access links.  For your "Final submission" document, provide a link to the deposited data.: 
	Provide a list of all files available in the database submission.: 
	Provide a link to an anonymized genome browser session for "Initial submission" and "Revised version" documents only, to enable peer review.  Write "no longer applicable" for "Final submission" documents.: 
	Describe the experimental replicates, specifying number, type and replicate agreement.: 
	Describe the sequencing depth for each experiment, providing the total number of reads, uniquely mapped reads, length of reads and whether they were paired- or single-end.: 
	Describe the antibodies used for the ChIP-seq experiments; as applicable, provide supplier name, catalog number, clone name, and lot number.: 2
	Specify the command line program and parameters used for read mapping and peak calling, including the ChIP, control and index files used.: 
	Describe the methods used to ensure data quality in full detail, including how many peaks are at FDR 5% and above 5-fold enrichment.: 
	Describe the software used to collect and analyze the flow cytometry data. For custom code that has been deposited into a community repository, provide accession details.: Data analysis was performed on FlowJo (Tree Star)
	axislabels: 1
	axisscales: 1
	plots: 1
	numberpercentage: 1
	Describe the sample preparation, detailing the biological source of the cells and any tissue processing steps used.: Single cell suspensions were prepared from each organ (tumor, LN, spleen, and blood). Specifically, tumor-only regions were isolated under the stereotactic microscope followed by single cell preparation. Cells were stained with antibodies listed in the core resource table. Surface staining was performed on ice for 20 min. For cytokine expression analysis, cells were activated with Leukocyte Activation Cocktail (BD Biosciences, Cat no: 554656) in RPMI containing 10% FBS and 1% penicillin-streptomycin (10,000 U/mL) for 4.5 hr. For the flowcytometric analyses, cells were first stained with surface markers in FACS buffer (2% BSAin PBS) for 20 min on ice. Then cells were fixed in Fix/Perm buffer (eBioscience) for 15 min, washed in permeabilization buffer (eBioscience) and stained for intracellular factors in permeabilization buffer for 20 min on ice. 
	Identify the instrument used for data collection, specifying make and model number.: Live cells for transfer experiments and in vitro assays were sorted using BD FACSAria™ II cell sorter (BD Biosciences). Cells were analyzed on Aria II (BD Biosciences) or LSRII (BD Biosciences).
	Describe the abundance of the relevant cell populations within post-sort fractions, providing details on the purity of the samples and how it was determined.: The purities of the sorted cells were more than 99%.
	Describe the gating strategy used for all relevant experiments, specifying the preliminary FSC/SSC gates of the starting cell population, indicating where boundaries between "positive" and "negative" staining cell populations are defined.: Based on the pattern of FSC-A/SSC-A, cells in the lymphocyte gate were used for analysis of T cell subsets. Singlets were gatedaccording to the pattern of FSC-H vs. FSC-A. Positive populations were determined by the specific antibodies, which were distinctfrom negative populations.  Gating strategies are also demonstrated in the supplementary files.
	gatingcheck: 1
	Indicate task or resting state; event-related or block design.: 
	Specify the number of blocks, trials or experimental units per session and/or subject, and specify the length of each trial or block (if trials are blocked) and interval between trials.: 
	State number and/or type of variables recorded (e.g. correct button press, response time) and what statistics were used to establish that the subjects were performing the task as expected (e.g. mean, range, and/or standard deviation across subjects).: 
	Specify: functional, structural, diffusion, perfusion.: 
	Specify in Tesla: 
	Specify the pulse sequence type (gradient echo, spin echo, etc.), imaging type (EPI, spiral, etc.), field of view, matrix size, slice thickness, orientation and TE/TR/flip angle.: 
	State whether a whole brain scan was used OR define the area of acquisition, describing how the region was determined.: 
	Specify # of directions, b-values, whether single shell or multi-shell, and if cardiac gating was used.: 
	Provide detail on software version and revision number and on specific parameters (model/functions, brain extraction, segmentation, smoothing kernel size, etc.).: 
	If data were normalized/standardized, describe the approach(es): specify linear or non-linear and define image types used for transformation OR indicate that data were not normalized and explain rationale for lack of normalization.: 
	Describe the template used for normalization/transformation, specifying subject space or group standardized space (e.g. original Talairach, MNI305, ICBM152) OR indicate that the data were not normalized.: 
	Describe your procedure(s) for artifact and structured noise removal, specifying motion parameters, tissue signals and physiological signals (heart rate, respiration).: 
	Define your software and/or method and criteria for volume censoring, and state the extent of such censoring.: 
	Specify type (mass univariate, multivariate, RSA, predictive, etc.) and describe essential details of the model at the first and second levels (e.g. fixed, random or mixed effects; drift or auto-correlation).: 
	Define precise effect in terms of the task or stimulus conditions instead of psychological concepts and indicate whether ANOVA or factorial designs were used.: 
	whole: 
	ROI: 
	both: 
	Describe how anatomical locations were determined (e.g. specify whether automated labeling algorithms or probabilistic atlases were used).: 
	Specify voxel-wise or cluster-wise and report all relevant parameters for cluster-wise methods.: 
	Describe the type of correction and how it is obtained for multiple comparisons (e.g. FWE, FDR, permutation or Monte Carlo).: 
	Report the measures of dependence used and the model details (e.g. Pearson correlation, partial correlation, mutual information).: 
	Report the dependent variable and connectivity measure, specifying weighted graph or binarized graph, subject- or group-level, and the global and/or node summaries used (e.g. clustering coefficient, efficiency, etc.).: 
	Specify independent variables, features extraction and dimension reduction, model, training and evaluation metrics.: 
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